Simplified, rapid method for cloning of virus-binding polypeptides (putative receptors) via the far-western screening of a cDNA expression library using purified virus particles.
A simplified, alternative method for cloning virus-binding polypeptides (receptor candidates) is described. The method is based on a far-Western assay using purified tomato spotted wilt tospovirus (TSWV, Bunyaviridae) for screening a lambda-phage cDNA expression library. The western flower thrips, Frankliniella occidentalis Pergande, the principal vector of TSWV, in which the virus replicates, was used for library construction. Using this method several virus-binding polypeptides were identified, it eliminated the need for (a) a cellular infection or binding system, (b) the identification, cloning and expression of a functional viral attachment protein, or (c) the purification of the virus receptor. Using this method, virus-binding polypeptides can be selected and cloned in a very short period of time and used in subsequent experiments for determination of their biological relevance as virus receptors and/or tested for potential usefulness as inhibitors of virus transmission and/or infection.